Deep eutectic solvents (DESs) have attracted significant attention as a promising green media. In this work, twenty-five kinds of benign choline chloride-based DESs with microwave-assisted methods were applied to quickly extract active components from Radix Salviae miltiorrhizae. The extraction factors, including temperature, time, power of microwave, and solid/liquid ratio, were investigated systematically by response surface methodology. The hydrophilic and hydrophobic ingredients were extracted simultaneously under the optimized conditions: 20 vol% of water in choline chloride/1,2-propanediol (1:1, molar ratio) as solvent, microwave power of 800 W, temperature at 70 • C, time at 11.11 min, and solid/liquid ratio of 0.007 g·mL −1 . The extraction yield was comparable to, or even better than, conventional methods with organic solvents. The microstructure alteration of samples before and after extraction was also investigated. The method validation was tested as the linearity of analytes (r 2 > 0.9997 over two orders of magnitude), precision (intra-day relative standard deviation (RSD) < 2.49 and inter-day RSD < 2.96), and accuracy (recoveries ranging from 95.04% to 99.93%). The proposed DESs combined with the microwave-assisted method provided a prominent advantage for fast and efficient extraction of active components, and DESs could be extended as solvents to extract and analyze complex environmental and pharmaceutical samples.
Introduction
Deep eutectic solvents (DESs) were first reported by Abbott et al. in 2003 [1] , which were generally formed by mixing a hydrogen bonding acceptor (HBA) with a hydrogen bonding donor (HBD) after continuous heating and stirring. This eutectic mixture has a much lower melting point than the original HBA and HBD. DESs are always named as 'ionic liquid analogues' for their similar properties to ionic liquids, such as eco-friendliness, negligible volatility, and adjustable viscosity [2, 3] . Compared with ionic liquids, which are the most popular green solvents [4] [5] [6] , DESs have the advantage of low cost, easy synthesis, biodegradability [7] , high solubilization strength [8, 9] , and lowor even non-toxicity [10, 11] . Therefore, DESs become new favorites for scientific research instead of conventional volatile organic solvents and ionic liquids. Until now, DESs as reaction media have been commonly used in the pharmaceutical industry, including sample separation, extraction,
Results and Discussion

Effect of Hydrogen Bond Donors of DESs
The structure of hydrogen bond donors (HBDs) has a significant influence on the physicochemical properties of DESs, thus probably affecting the extraction efficiency of rosmarinic acid (ROS), lithospermic acid (LIT), salvionalic acid B (SAB), salvionalic acid A (SAA), and tanshinone IIA (TIIA). Different HBD were compared including polyhydric alcohols, polyhydric acid, saccharides, and urea. Table 1 listed the abbreviations of the DESs in this work, and the results in Figure 1 showed that DES-2, DES-11, and DES-19 obtained higher yields for extracting SAB than others, DES-25 obtained the highest yield for LIT, and DES-2 obtained the highest yield for TIIA. The difference of extraction amounts for other compounds were less obvious. Hydrogen bond interactions could activate both carbonyl and guanidine groups, which were mainly influenced by DESs components [35] . It is likely that some HBD (such as 1,2-propanediol in DES-2 and urea in DES-25) established the stronger intermolecular hydrogen-bonding interactions with ChCl, which may increase the solubility of targets. Taking into account the extraction efficiency, DES-2 (ChCl-1,2-Propanediol, molar ratio 1:1) was selected for further experimentation. 
Effect of the Water Content of DESs
The large viscosity is one of the disadvantages of DESs, which may influence their penetration in extraction. Adding water to DESs can significantly decrease their viscosity and influence the interactions between the DESs and analytes, which may influence the extraction effects for target compounds [36] . Figure 2 illustrated a formulation containing 0-80 vol% of water in DES-water mixtures, and 100% water was used as the reference solvent. These were investigated at 50 °C to extract five active ingredients for 10 min. In general, the variation trends of the extraction yield for hydrophilic compounds (ROS, LIT, SAB, and SAA) were similar, which were increased first and then decreased with the increase of water content. The amounts of ROS were increased until 60 vol% water content and LIT and SAB were increased until 80 vol%. In contrast, the amounts of hydrophobic 
The large viscosity is one of the disadvantages of DESs, which may influence their penetration in extraction. Adding water to DESs can significantly decrease their viscosity and influence the interactions between the DESs and analytes, which may influence the extraction effects for target compounds [36] . Figure 2 illustrated a formulation containing 0-80 vol% of water in DES-water mixtures, and 100% water was used as the reference solvent. These were investigated at 50 • C to extract five active ingredients for 10 min. In general, the variation trends of the extraction yield for hydrophilic compounds (ROS, LIT, SAB, and SAA) were similar, which were increased first and then decreased with the increase of water content. The amounts of ROS were increased until 60 vol% water content and LIT and SAB were increased until 80 vol%. In contrast, the amounts of hydrophobic compound (TIIA) were highest in pure DESs and decreased with the increase of water content. Therefore, in order to maximize the extraction efficiency of each compound as much as possible, the concentration of 20% water in DES-water mixtures was used as the extraction solvent for further experiments. 
Optimization of the Extraction Conditions by RSM
The Design-Expert® software (Version 8.0.6; Stat-Ease Inc., Minneapolis, MN, USA) was applied to optimize a more realistic mode. The preliminary experiments were performed to determine the range of temperature (A, 40-80 °C), time (B, 5-15 min), power of microwave (C, 600-1000 W) and solid/liquid ratio (D, 0.05-0.01 g•mL −1 ). As shown in Table 2 , a 29-run Box-Behnken design (BBD) was employed with four variables and three levels, and the mean amounts of corresponding compounds extracted from Radix Salviae miltiorrhizae were taken as the responses. 
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where y represented each of five experimental responses (y = R1, R2, R3, R4, and R5), and the model coefficients (β i ) were summarized in Table S1 . The 3D response surfaces of the five responses were schemed in Figures 3-7 . Figure 3A ,D showed the extraction yield of ROS raised by increasing the time. As shown in Figure 3B ,F, the extraction yield of ROS improved by increasing the microwave power from 600 to 760 W, and rapidly decreased when exceeding 760 W. Figure 3C ,E indicated that the solid/liquid ratio had little effect for ROS. Figure 4A showed that the extraction yield of LIT significantly increased with the increase in temperature, and the other factors had less influence on the extraction yield. For SAB and SAA ( Figures 5 and 6 ), the interaction of factors played an important role for the extraction yield, and when any single factors exceeded a certain value, the extraction yield decreased. Figure 7A -C showed that with the increase of time, temperature, and power, the extraction yield of TIIA increased within a certain range, and the solid/liquid ratio had lesser relationship for extraction efficiency. The predicted values were obtained from a quadratic model by fitting the experimental data of five responses to the following equations:
where y represented each of five experimental responses (y = R1, R2, R3, R4, and R5), and the model coefficients (βi) were summarized in Table S1 . The 3D response surfaces of the five responses were schemed in Figures 3-7 . Figure 3A ,D showed the extraction yield of ROS raised by increasing the time. As shown in Figure 3B ,F, the extraction yield of ROS improved by increasing the microwave power from 600 to 760 W, and rapidly decreased when exceeding 760 W. Figure 3C ,E indicated that the solid/liquid ratio had little effect for ROS. Figure 4A showed that the extraction yield of LIT significantly increased with the increase in temperature, and the other factors had less influence on the extraction yield. For SAB and SAA ( Figures 5 and 6 ), the interaction of factors played an important role for the extraction yield, and when any single factors exceeded a certain value, the extraction yield decreased. Figure 7A -C showed that with the increase of time, temperature, and power, the extraction yield of TІІA increased within a certain range, and the solid/liquid ratio had lesser relationship for extraction efficiency. Molecules Table S2 listed the ANOVA for the quadratic model, and the significance of each coefficient in this model was checked by an F-test and the P-value. A P-value less than 0.001 indicated that the model terms were significant, and non-significant lacks of fit were good (except ROS). All of the summary statistics demonstrated that the model could be used to navigate the design space to explain the composition effects on the five responses and to select an optimal condition. Finally, the constraints of numerical optimization and the maximization of the desirability function were performed in Table S3 to simultaneously optimize five responses. With these criteria, the extraction conditions (A = 71.01, B = 11.11, C = 827.88, and D = 0.007) for five active ingredients were optimized using the model equation by solving a regression equation. However, based on the limit of the microwave apparatus, we chose the modified condition (A = 70, B = 11.11, C = 800, and D = 0.007) for extracting active compounds, and under these optimized conditions, the extraction amounts of ROS (2.80 mg•g -1 ), LIT (3.19 mg•g -1 ), SAB (53.35 mg•g -1 ), SAA (2.11 mg•g -1 ), and TIIA (5.89 mg•g -1 ) confirmed that the response model was suitable for optimization.
Method Validation
To validate the methodology of the proposed extraction method, the linearity, precision, recovery, and other characteristics were determined by high performance liquid chromatography (HPLC). Table 3 shows that calibration curves of investigated compounds had good linear regressions (r 2 > 0.999) within the test ranges. The limit of quantification (LOQ, based on signal/noise = 10) and the limit of determination (LOD, based on signal/noise = 3) were less than 1.96 μg•mL −1 and 0.62 μg•mL −1 , respectively. The relative standard deviation (RSD) of intra-day (n = 6) and inter-day (n = 3) precisions for the peak areas were in the range of 0.15%-1.67% and 0.76%-2.96%, respectively. The extraction recoveries were performed with low (50% standards of the original content), middle (100%), and high (150%) concentrations using proposed pretreatment of Radix Salviae miltiorrhizae. Recoveries shown in Table 4 ranged from 95.04% to 99.88% for the five compounds. The validation results suggested that the proposed extraction and analytical methods were reliable. Table S2 listed the ANOVA for the quadratic model, and the significance of each coefficient in this model was checked by an F-test and the P-value. A P-value less than 0.001 indicated that the model terms were significant, and non-significant lacks of fit were good (except ROS). All of the summary statistics demonstrated that the model could be used to navigate the design space to explain the composition effects on the five responses and to select an optimal condition. Finally, the constraints of numerical optimization and the maximization of the desirability function were performed in Table S3 to simultaneously optimize five responses. With these criteria, the extraction conditions (A = 71.01, B = 11.11, C = 827.88, and D = 0.007) for five active ingredients were optimized using the model equation by solving a regression equation. However, based on the limit of the microwave apparatus, we chose the modified condition (A = 70, B = 11.11, C = 800, and D = 0.007) for extracting active compounds, and under these optimized conditions, the extraction amounts of ROS (2.80 mg·g −1 ), LIT (3.19 mg·g −1 ), SAB (53.35 mg·g −1 ), SAA (2.11 mg·g −1 ), and TIIA (5.89 mg·g −1 ) confirmed that the response model was suitable for optimization.
To validate the methodology of the proposed extraction method, the linearity, precision, recovery, and other characteristics were determined by high performance liquid chromatography (HPLC). Table 3 shows that calibration curves of investigated compounds had good linear regressions (r 2 > 0.999) within the test ranges. The limit of quantification (LOQ, based on signal/noise = 10) and the limit of determination (LOD, based on signal/noise = 3) were less than 1.96 µg·mL −1 and 0.62 µg·mL −1 , respectively. The relative standard deviation (RSD) of intra-day (n = 6) and inter-day (n = 3) precisions for the peak areas were in the range of 0.15%-1.67% and 0.76%-2.96%, respectively. The extraction recoveries were performed with low (50% standards of the original content), middle (100%), and high (150%) concentrations using proposed pretreatment of Radix Salviae miltiorrhizae. Recoveries shown in Table 4 ranged from 95.04% to 99.88% for the five compounds. The validation results suggested that the proposed extraction and analytical methods were reliable. 
Comparison of Different Extraction Procedures
In order to evaluate the efficiency of the DES-based microwave-assisted extraction method, different extraction procedures were compared. Three common extraction techniques were selected as follows: microwave-assisted extraction (70 • C, 0.007 g·mL −1 , 800 W for 11.11 min), ultrasonic-assisted extraction (70 • C, 0.007 g·mL −1 for 11.11 min), and heating reflux extraction (80 • C, 0.006 g·mL −1 , 1 h in Chinese pharmacopoeia) [31] . The extraction yield of the five compounds were determined and listed in Table 5 .
Based on the microwave-assisted method, the extraction efficiency of 80% ChCl-PDO (1:1)-20% H 2 O for hydrophilic compounds were obviously more than that of ethanol or different contents of methanol (100%, 75%, and 50% v/v diluted by water) and, for hydrophobic components, were also much more than that of water. In general, the high extraction efficiency for all of the five target compounds was obtained by 80% ChCl-PDO (1:1)-20% H 2 O, which was comparable to, or even partly better than, 75% methanol. Then, with 80% ChCl-PDO (1:1)-20% H 2 O and 75% methanol as the solvent, respectively, the efficiency of different extraction technologies was also compared. As shown in Table 5 , the extraction efficiency was of the following order: microwave-assisted extraction > heating reflux extraction > ultrasonic-assisted extraction, which may be because microwave irradiation could accelerate plant cell rupture and release intracellular products. In addition, the extraction methods of Radix Salvia miltiorrhiza in Chinese pharmacopoeia applied two solvents, 75% methanol for SAB and methanol for TIIA, respectively [31] . However, the extraction yield of SAB (53.35 mg·g −1 ) by the DES-based microwave-assisted method was preferable than the method in the Chinese pharmacopoeia (49.31 mg·g −1 ), and the yield of TIIA (5.89 mg·g −1 ) by the DES-based microwave-assisted method was only 1.35% lower than the method in the Chinese pharmacopoeia (5.97 mg·g −1 ), which was within the error range. This might be because longer extraction duration of heating reflux extraction might induce changes in the structure of the target compounds [37] . Therefore, the developed DES-based microwave-assisted extraction could be a more rapid and effective extraction method instead of the method used in the Chinese pharmacopoeia. 
Microstructure Alteration of Different Extraction Procedures
In order to illuminate the microstructure alteration during the different extraction procedures, the raw and extracted Radix Salviae miltiorrhizae samples were examined by SEM (shown in Figure 8 ). In the raw sample ( Figure 8A ). There was no apparent disruption on the cell surface. While under microwave-assisted extraction (11.11 min only), plant cells were already thoroughly ruptured and collapsed in different solvents, and the disruption degree was of the following order: DESs ( Figure 8B ) > 75% methanol ( Figure 8C ) > water ( Figure 8D ). The results indicated that the plant cell easily disrupted in DESs during microwave-assisted treatment, which was conducive to the release of the targets to the extraction solution. The microstructures of the sample were partially destructed under ultrasonic treatment, and a few of the significant ruptures showed on the cell surface ( Figure 8E,F) . In long-time hot reflux extraction, the sample cells were only slightly destroyed ( Figure 8G,H) , thus, the analytes were extracted mainly by permeation and solubilization. The results of microstructure alteration coincided with the data of extraction efficiency, which demonstrated that the cell disruption also played an important role in extraction. 
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